Abstract
rmIgE 301-473 -Pseudomonas exotoxin A chimeric protein was highly cytotoxic to both malignant murine 83 mast cell lines and bone marrow-derived mast cells, while having no effect on other cell lines of 84 (Fig. 1B) . 229 230
Generation of recombinant canine IgE Fc and IgE Fc-TRAIL fusion constructs 231
The canine IgE heavy chain gene, encoding V H ε and C H ε1-4, is located on chromosome 8 and 232
consists of 5 exons (GenBank Accession# XM_548007.1). Using genomic DNA as template, primers 233
were designed at the start of exon 3 (encoding C H ε2) and the end of exon 5 (encoding C H ε4), to 234 generate a PCR amplicon spanning the C H ε2-4 coding region, but which contained additional introniccells and further PCR analysis revealed three amplicons (Fig. 2) , the smallest of which was consistent 238 with splicing out of both introns. This was confirmed by sequencing, and this canine C H ε2-4 coding 239 region was subsequently cloned into the pSecTagA vector between the HindIII and EcoRI sites 240 (pSecTagA/rcIgE 100-427 ). 241
The canine TRAIL gene, consisting of 5 exons is located on chromosome 34 (GenBank 242 Accession# NM_001130836.1). Using cDNA prepared from a canine lymphoma biopsy as template, 243 canine TRAIL-specific primers were used to generate an amplicon encoding the predicted C-terminal 244 TNF-like death domain (amino acids 114-282), which was cloned into pSecTagA 245 (pSecTagA/rcTRAIL ). In addition, a fusion construct was generated by subcloning the TRAIL 246 sequence, between EcoRI and XhoI sites, downstream of and in-frame with the IgE Fc fragment to 247 generate a fusion construct (pSecTagA/rcIgE 100-427 : rcTRAIL 114-282 ). 248 249
Expression of recombinant canine IgE Fc and IgE Fc-TRAIL fusion proteins 250
Chinese hamster ovary cells were transfected with pSecTagA containing, rcIgE 100-427 , 251 rcTRAIL 114-282 , or rcIgE 100-427 : rcTRAIL 114-282 fusion constructs. Polyhistidine and c-myc epitope-tagged 252 recombinant proteins were detected by ELISA in the supernatants of CHO cells transfected with the 253 three constructs (Fig. 3A) , while none was found in cell lysates (data not shown). This ELISA was 254 modified by substitution of the anti-c-myc detection antibody with either an anti-canine IgE 255 conjugate ( Figure 3B ), or an anti-human TRAIL antibody ( Figure 3C ). This confirmed expression of the 256 relevant epitope-tagged recombinant proteins containing canine IgE Fc and/or TRAIL protein 257
domains. 258
Western blotting of recombinant proteins, purified from supernatant, revealed 259 polyhistidine-tagged proteins, somewhat heavier than the predicted weights of the translated12 sequences (rcIgE 100-427 : 42.3kDa; rcIgE 100-427 :TRAIL 114-282 : 61.6kDa; rcTRAIL 114-282 : 26kDa), possibly 261 consistent with glycosylation and/or inefficient cleavage of the signal peptide (Fig. 4) . 262 263
Binding of recombinant canine IgE Fc and IgE Fc-TRAIL fusion proteins to FcεRIα 264
Using the Allercept system, it was demonstrated that rcIgE 100-427 and rcIgE 100-427 :TRAIL 114-282 265
were able bind to recombinant FcεRIα, whereas rcTRAIL 114-282 was unable to do so (Fig. 5) . FE: female entire; FN: female neutered; LTF: histopathology slides lost to follow-up; ME:
C2 cells

